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Senescence-associated changes in respiration and oxidative
phosphorylation in primary human fibroblasts
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Limitation of lifespan in replicative senescence is related to oxi-
dative stress, which is probably both the cause and consequence
of impaired mitochondrial respiratory function. The respiration of
senescent human diploid fibroblasts was analysed by high-
resolution respirometry. To rule out cell-cycle effects, prolif-
erating and growth-arrested young fibroblasts were used as
controls. Uncoupled respiration, as normalized to citrate synthase
activity, remained unchanged, reflecting a constant capacity of the
respiratory chain. Oligomycin-inhibited respiration, however, was
significantly increased in mitochondria of senescent cells, indi-
cating a lower coupling of electron transport with phosphoryl-
ation. In contrast, growth-arrested young fibroblasts exhibited
a higher coupling state compared with proliferating controls.
In intact cells, partial uncoupling may lead to either decreased
oxidative ATP production or a compensatory increase in routine

respiration. To distinguish between these alternatives, we sub-
tracted oligomycin-inhibited respiration from routine respiration,
which allowed us to determine the part of respiratory activity
coupled with ATP production. Despite substantial differences in
the respiratory control ratio, ranging from 4 to 11 in the different
experimental groups, a fixed proportion of respiratory capacity
was maintained for coupled oxidative phosphorylation in all the
experimental groups. This finding indicates that the senescent
cells fully compensate for increased proton leakage by enhanced
electron-transport activity in the routine state. These results
provide a new insight into age-associated defects in mitochondrial
function and compensatory mechanisms in intact cells.

Key words: aging, coupling state, mitochondria, oxidative stress,
primary human fibroblast, respiration, senescence.

INTRODUCTION

Mitochondria have been proposed to be an important link
between the age-related accumulation of oxidative damage and
the alterations of physiological function associated with aging
(see [1] for a review). The free radical theory of aging, which
was first proposed by Harman [2], predicts that oxidative damage
accumulates in cells and tissues over time and contributes to the
decrease in physiological functions with age. This is most evident
for tissues with an intrinsically high mitochondrial activity, and
several studies indicate that distinct mitochondrial respiratory
functions, such as complex I activity, decrease with aging in
liver [3], muscle [4] and brain [5]. In mitochondria, electrons are
transferred from cytosolic redox reactions to molecular oxygen
and this involves the respiratory chain consisting of complexes I—
IV. Age-dependent decrease in mitochondrial respiration affects
mostly the activity of complexes I, IIT and IV of the respiratory
chain, whereas complex II remains largely unaffected (see [1]
for a review). In situ staining for cytochrome ¢ oxidase (complex
IV) has been used to demonstrate the age-associated decrease
in mitochondrial function in vivo [6]. Using this technology, it
was shown that in aged postmitotic tissue, such as muscles or
neurons, individual cells with a defect in cytochrome c oxidase are
detected in situ [7], suggesting that some cells lack any functional
mitochondria in aged postmitotic tissue.

Age-associated functional impairment is not restricted to post-
mitotic tissues with high mitochondrial activity, but also occurs
in other tissue, such as the skin, where mitochondrial activity is
much lower and cells retain at least a part of their proliferative

capacity in the adult organism. It is known that proliferating cells,
in contrast with postmitotic cells in muscles or brain, produce a
large part of their energy from glycolysis instead of mitochondrial
ATP production, and it was hypothesized that down-regulation of
mitochondrial activity protects such cells from oxidative stress
[8]. Based on these findings, one can assume that the role of
mitochondria in cellular aging may be quite distinct in different
organs; however, little is known about the role of mitochondrial
function (and dysfunction) in skin aging.

To explain the decrease in mitochondrial function, a vicious
cycle has been described in which deficient mitochondria produce
oxygen radicals, which then induce additional damage to the
mitochondria, giving rise to even more ROS (reactive oxygen
species) ([9]; see [1] for a review). A general model on aging was
derived from these findings and it predicts that mitochondrial
proteins and mitochondrial DNA are the primary targets of
age-associated oxidative damage ([10]; see [11,12] for recent
reviews). In an alternative model, the accumulation of damaged
mitochondrial DNA could also be due to clonal expansion of
individual mutations in mitochondrial genomes, rather than due
to a cascade of independent mutations that accumulate over time
[6,7]. Taken together, the results available suggest that an age-
related decrease in mitochondrial function occurs in postmitotic
tissues with intrinsically high mitochondrial activity, and probably
contributes to their age-related functional degeneration, although
molecular mechanisms remain elusive.

Conventionally, aging processes in humans are studied in
cellular models for in vitro aging, as pioneered for human dermal
fibroblasts by Hayflick and co-workers (see [13] for a review).
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The fibroblast model of replicative senescence has provided
fundamental insights into the biology of human aging, such as
the role of telomere shortening (see [14] for a review), and
continues to reveal key properties of senescent cells that probably
occur in aged tissues in vivo as well (see [15] for a review).
To rule out potentially confounding effects due to cell-cycle
effects, it is necessary to compare senescent cells with young
cells that are growth-arrested. In a previous study, we analysed
the energy metabolism of senescent human fibroblasts in vitro,
and found that with increasing cellular age, intracellular pools
of ATP and other nucleotide triphosphates are depleted and
NTP levels are severely decreased [16]. Although part of this
energy depletion may be due to the decreased glycolytic capacity
in senescent cells [16], it may also reflect decreased energy
output from oxidative phosphorylation. These observations raise
the possibility that a decrease in mitochondrial function may
contribute to replicative senescence. To address this question, we
applied high-resolution respirometry to non-permeabilized cells,
and adopted a method to determine mitochondrial membrane
potential in situ, using the fluorescent dye JC-1 in permeabilized
cells. With these techniques, we show that, although there is no
decrease in respiratory capacity in the mitochondria of senescent
fibroblasts, respiratory uncoupling occurs in a subset of the
senescent cells. This is not linked to senescence-associated
growth arrest, since cell-cycle arrest of young cells, induced by
contact inhibition, does not induce respiratory uncoupling. Partial
uncoupling might be caused by the enhanced oxidative stress,
which was detected in senescent fibroblasts by staining with
dihydrorhodamine 123. Taken together, these results suggest that
increased oxidative stress is associated with partial uncoupling of
oxidative phosphorylation in senescent fibroblasts.

MATERIALS AND METHODS
Cell culture

Normal diploid fibroblasts were isolated from human foreskin
[17] and cultured in Dulbecco’s modified Eagle’s medium
(Gibco Life Technologies, Vienna, Austria), supplemented with
penicillin/streptomycin solution (Gibco Life Technologies) and
10% (v/v) foetal calf serum (Gibco Life Technologies). The
culture medium contained substrates for cellular energy meta-
bolism, such as glucose (5 mM), pyruvate (1 mM) and L-
glutamine (4 mM). The cells were subcultured in an atmosphere
of 5% CO, in air at 37 °C by passaging them at a ratio of 1:5
at regular intervals. For passages in aged cells, the splitting ratio
was progressively decreased to 1:3 and 1:2. PDL (population
doubling) was estimated using the equation PDL = (In F — In/)/In
2, where F is the number of cells at the end of one passage and / the
number of cells that were seeded at the beginning of one passage.
After approx. 55 PDL, the cells reached growth arrest. The
senescent status was verified by in sifu staining for senescence-
associated f-galactosidase as described in [18]. G, arrest of
young fibroblasts was achieved by contact inhibition, growing
cells to 100 % confluence and subsequent feeding for another
5 days. In the present study, young proliferating and density-
arrested fibroblasts were used at passage 13 (corresponding to
20 PDL), whereas senescent fibroblasts were used at passage 28
(corresponding to 50 PDL).

For respirometric experiments, cells were cultured in 75 cm?
flasks. The cells were harvested enzymically by a solution of
0.25 % trypsin/l mM EDTA. Trypsin activity was stopped by
adding a culture medium containing 10 % foetal calf serum.
Cells were spun at 155 g for 10 min and finally resuspended in
3 ml of Dulbecco’s modified Eagle’s medium without Phenol Red
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Figure 1 Representative traces of oxygen concentration and respiration of
a standard respirometry experiment

(A) Trace of oxygen concentration during the experimental titration regime described below.
(B) Respiration, calculated as the negative timed derivative (slope) of oxygen concentration,
in the closed (2 ml) respirometer chamber, in senescent human primary fibroblasts (0.2 x
108 cells/ml). Arrows show steps in the titration regime, inducing the following respiratory
states: Routine, routine state in cell-culture medium; Oligomycin and 4o, inhibition of ATP
synthase by 1 wg/ml oligomycin to induce the ADP-independent state 40; FCCP and 3u,
maximal stimulation by uncoupling of oxidative phosphorylation in four subsequent titrations
of FCCP (2.5-4 M final concentration), inducing the ADP-independent state 3u; Ro and AA,
inhibition by 0.5 M rotenone and 5 .M antimycin A. Respiration was measured at 37 °C and
corrected for instrumental background oxygen flux.

(Sigma, Vienna, Austria). Omission of Phenol Red improved the
visibility for observation of the cell suspension in the oxygraph
chamber.

High-resolution respirometry

Respiration was measured at 37 °C by high-resolution respiro-
metry using the Oroboros® oxygraph with chamber volumes
set at 2 ml. DatLab software (Oroboros Instruments, Innsbruck,
Austria) was used for data acquisition (1 or 2 s time intervals)
and analysis, which includes online calculation of the time
derivative of oxygen concentration and correction for instrumental
background oxygen flux [19]. The experimental regime started
with routine respiration, which is defined as respiration in
cell-culture medium without additional substrates or effectors.
After observing steady-state respiratory flux in the time interval
between 15 and 30 min after closing the chamber, the ATP
synthase was inhibited with oligomycin (1 pg/ml), followed by
uncoupling of oxidative phosphorylation by stepwise titration of
FCCP (carbonyl cyanide p-trifluoromethoxyphenylhydrazone) up
to optimum concentrations in the range of 2.5-4 uM (Figure 1).
Finally, respiration was inhibited by sequential addition of
rotenone at 0.5 uM (to test for the effect of inhibiting complex
I activity) and antimycin A at 2.5 uM (inhibiting complex III).
This titration method was completed within 90 min. Intermittent
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re-aerations were performed if necessary to avoid limitation of
oxygen for respiration [20].

Cell count, spectrophotometric enzyme and protein assays

For the determination of cell number (CASY 1 Cell Counter and
Analyser System, Schirfe System, Reutlingen, Germany), 120 1
of the sample was taken from the cell suspension stirred in the
oxygraph chamber. In addition, two portions of 300 ul of
the sample were taken for duplicate CS (citrate synthase) and
LDH (lactate dehydrogenase) assays respectively before the
chamber was closed for recording respiration. Samples were
frozen in liquid nitrogen and stored at — 80 °C. The activity of
CS was measured spectrophotometrically at 412 nm and 30 °C.
Cell lysate (100 ul) was added to 900 1 of medium containing
0.1 mM 5,5-dithio-bis-(2-nitrobenzoic) acid (DTNB), 0.5 mM
oxaloacetate, 50 uM EDTA, 0.31 mM acetyl CoA, 5mM tri-
ethanolamine hydrochloride and 0.1 M Tris/HC1 (pH 8.1) [21].
LDH activity was measured at 340 nm and 30 °C [22] using 100 ul
of cell lysate in a 0.1 M Tris/HCI buffer (Merck, West-Point, PA,
U.S.A.) with 0.25% Triton X-100 (Serva, Vienna, Austria) at
pH 7.1, with 10 mM pyruvate and 0.3 mM NADH (Fluka, St.
Louis, MO, U.S.A.).

For protein measurements, the cell suspension was taken from
the oxygraph chamber after completion of respirometric runs,
washed three times, resuspended in PBS (Gibco Life Techno-
logies) and frozen in liquid nitrogen. The protein content
was measured by the Bradford assay (Bio-Rad, Hercules, CA,
U.S.A.) using y-globulin as a standard in the linear range 1.45—
0.09 mg/ml.

Confocal laser scanning microscopy

Cells were grown overnight on 60 mm diameter culture dishes
and incubated for 30 min with MitoTracker® RedCMXRos
(Molecular Probes) at a final concentration of 25 nM in culture
medium. After incubation, the cells were washed twice with PBS
and staining was analysed by confocal laser scanning microscopy,
using a Bio-Rad pRadiance device, combined with a Zeiss
Axiophot microscope.

For the determination of mitochondrial membrane potential, we
used the potentiometric dye JC-1. It is known from the literature
that the plasma-membrane potential influences the capability of
cells to take up JC-1, as reported by Bernardi et al. [23];
hence, we used a method in which the influence of the plasma-
membrane potential on the uptake of the dye was abolished
by permeabilization of the plasma membrane [24] with an
optimum concentration of digitonin (20 pg/ml; Sigma, catalogue
no. D-1407) in the mitochondrial medium MiRO05, which was
determined as described previously [25]. Permeabilization ef-
ficiency was controlled by propidium iodide staining. The dye
was applied to the cells in MiRO5 at a final concentration of
3 png/ml and propidium iodide uptake was monitored by fluo-
rescence microscopy. JC-1 was tested at concentrations of 0.5 and
1.0 ug/ml with these permeabilized cells, showing only minor
differences. For JC-1 staining, cells were grown overnight on
60 mm dishes, washed with PBS and incubated in MiRO05, to
which 20 pg/ml digitonin, 10 mM succinate (Merck, Darmstadt,
Germany), 0.5 uM rotenone and 0.5 ug/ml JC-1 (Molecular
Probes, Leiden, The Netherlands) were added. After 15 min incu-
bation, cells were washed with MiRO03, supplemented with 10 mM
succinate, and analysed by confocal laser scanning microscopy.
MiRO5 consisted of 110 mM sucrose, 60 mM potassium lacto-
bionate (Fluka Chemie, Vienna, Austria), 0.5 mM EGTA, 1 g/l

BSA essentially fat-free, 3 mM MgCl,, 20 mM taurine (Merck,
Germany), 10 mM KH,PO, (Merck, Germany), 20 mM Hepes
adjusted to pH 7.1 with KOH at 37 °C [26]. A standardized mito-
chondrial resting state was obtained by electron supply from
the complex II substrate, succinate, in the presence of the
complex I inhibitor, rotenone. Under these conditions, maximum
mitochondrial membrane potential is maintained by state 2
respiration. After confocal laser scanning microscopy, the same
cells were uncoupled and inhibited by a high concentration
(20 uM) of FCCP (see [27]) and another image was obtained to
define the reference point of minimum mitochondrial membrane
potential.

Preparation of cell extracts and Western-blot analysis

To prepare whole cell extracts, cells were either trypsinized from
culture flasks and washed with PBS (to generate lysates of
equal cell quantities), or washed twice with ice-cold PBS and
scraped from the culture dish with a rubber policeman (to
generate lysates of equal protein concentrations). Cells were
lysed for 30 min on ice in a buffer containing 50 mM Tris/HCI
(pH 7.5), 300 mM NaCl, 1% Nonidet P40, 0.1 % SDS, 0.5%
sodium deoxycholate, 0.2 mM PMSF, 1 mM NaF, 10 ug/ml
aprotinin, 10 pug/ml leupeptin and 10 mM S-glycerophosphate.
The lysates were centrifuged at 20000 g for 15 min at 4 °C,
and the supernatants were separated on SDS/polyacrylamide
gels. Protein concentrations were determined by using the DC
Protein Assay kit (Bio-Rad). The amounts of loaded extract cor-
responded either to equal cell quantities or equal protein con-
centrations, depending on the experimental setting. After electro-
phoresis, the proteins were transferred on to nitrocellulose
membranes by wet electroblotting in a buffer containing 25 mM
Tris/HCl, 190 mM glycine, 0.5 % SDS and 10 % (v/v) methanol.
Transfer was controlled by staining the membrane with Ponceau
S. Membranes were blocked by incubation in 5% (w/v) non-
fat dried milk in TBS-T (Tris-buffered saline + 0.1 % Tween 20)
for 1 h at room temperature (22 °C). Incubation with the primary
antibody was performed for 60 min at room temperature or
overnight at 4 °C. Membranes were washed twice with TBS-T
and incubated with the secondary antibody for 30 min. After four
washes with TBS-T and one wash with TBS, immunoreactive
proteins were detected using an enhanced chemiluminescence
system (Amersham Biosciences). The following antibodies were
used for Western-blot analysis: polyclonal rabbit anti-cyto-
chrome c¢ (sc-7159; Santa Cruz Biotechnology, Heidelberg,
Germany), polyclonal goat anti-AIF (where AIF stands for
apoptosis-inducing factor; sc-9416; Santa Cruz Biotechnology),
monoclonal mouse anti-CS (MAB3087; Chemicon, Temecula,
CA, U.S.A)), polyclonal goat anti-UCP-2 (where UCP stands
for uncoupling protein) (sc-6525; Santa Cruz Biotechnology),
monoclonal mouse anti-cyclin D1 (DCS-11; NeoMarkers,
Fremont, CA, U.S.A.), monoclonal mouse anti B-actin (clone
AC-15; Sigma); all secondary antibodies were obtained from
Promega, except for the anti-goat antibody (Dako, Glostrup,
Denmark).

Chemicals

All the chemicals were purchased from Sigma unless indicated
otherwise.

Statistical analyses

Results are expressed as means £ S.D. Statistical analyses were
performed using Mann—Whitney U test, and P < 0.05 was taken
as the level of significance.
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Figure 2 Respiration (pmol of 0, - s~ . 10-5 cells) of human primary foreskin fibroblasts in various states of mitochondrial respiratory control

(R) Respiration of young (20 PDL) proliferating fibroblasts. Bars represent the means + S.D. for 12 parallel experiments. (B) Respiration of young (20 PDL) density-arrested fibroblasts. Bars
represent the means + S.D. for five parallel experiments. (C) Respiration of senescent (50 PDL) fibroblasts. Bars represent the means + S.D. for 12 parallel experiments. (D) Respiratory parameters
normalized by CS activity (pmol - s~ - 108 cells). Respiratory flux of proliferating fibroblasts is compared with results from arrested and senescent fibroblasts respectively. Values were normalized
by CS activity that was determined in parallel. **P < 0.01, with respect to young proliferating and arrested controls; 1P < 0.01, with respect to density-arrested young control cells.

RESULTS
Respiratory capacity and mitochondrial content

To investigate age-related alterations of mitochondria in diploid
human fibroblasts, mitochondrial respiratory function in young
and senescent fibroblasts was analysed in a standardized exper-
imental regime (Figure 1). Since senescent fibroblasts are
irreversibly arrested in the G, phase of the cell cycle [28], young
cell-cycle-arrested fibroblasts were included as a second control.
Respiratory capacity per cell, measured after uncoupling with
FCCP (Figure 1), was increased in senescent cells by approx. 2-
fold compared with both the control groups (Figure 2). Uncoupled
respiration was not significantly different in the control groups,
amounting to 120 23 pmol of O,-s™"-107° cells (n=12) in
young proliferating fibroblasts (Figure 2A) and 145 4 23 pmol of
0,-s7"-107° cells (n=15) in young density-arrested cells (Fig-
ure 2B). Similar values for uncoupled oxygen consumption have
been obtained previously with other cell types, e.g. endothelial
cells [27] or lymphocytes [26]. Respiration was inhibited by
rotenone and antimycin A to an equal extent in senescent cells and
both of the young control groups (Figures 2A—2C). Relative to un-
coupled respiration, antimycin A-inhibited rates amounted to 7 +
3% in young proliferating cells, 54 0.4 % in young density-
arrested cells and 7 &3 % in senescent cells. This indicates the
predominant contribution (>90 %) of mitochondria to the total
cellular oxygen consumption. Respiration per cell was increased
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Table 1

Enzyme velocities Vs and Vypy are expressed in terms of zemol - min=" - 10-6 cells. PDL 20
proliferating, young proliferating fibroblasts (n = 12); PDL 20 arrested, young density-arrested
fibroblasts (n=6); PDL 50, senescent fibroblasts (n = 12).

Analysis of CS and LDH activities

Fibroblasts Ves Vion LDH/CS

PDL 20 proliferating 0.039 +0.011 221+38 5.840 +1.140
PDL 20 arrested 0.042+0.010 189+ 44 45304240
PDL 50 senescent 0.098 +0.012*+ 897+ 154*1 9.280 +1.770"+

* P < 0.01, with respect to young proliferating cells.
1P <0.01, for density-arrested controls.

in senescent fibroblasts in both coupled and uncoupled states when
compared with young cells (Figures 2A-2C).

To relate the increased respiration per cell observed in senescent
fibroblasts to mitochondrial content, we measured the activity
of the mitochondrial matrix marker enzyme CS and normalized
respiratory parameters to CS activity. CS activity was increased
in senescent fibroblasts to a similar extent as observed for
respiration (Table 1). Therefore, based on uncoupled respiration
as normalized to CS (Figure 2D), no significant differences in the
capacity of the respiratory chain were observed between senescent
cells and both of the young control groups.
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(A) Western-blot analysis of mitochondrial proteins. Expression of the cell-cycle regulator protein, cyclin D1, was used as a reference. Results are expressed either in terms of equal protein
concentrations or equal cell numbers. Expression levels were normalized by B-actin. (B) Representative confocal images of mitochondrial staining with MitoTracker® RedCMXRos. density a.,

density-arrested.

Western-blot analysis revealed an increase in the amount of
CS in senescent cells, when equal cell numbers were analysed
(Figure 3A), corresponding to the change in CS activity. However,
the amount of CS was not increased to a detectable level when
Western blots were normalized for equal protein loading (Fig-
ure 3A). During cellular aging, both the protein and enzymic
activities of CS increased by approx. 2-fold, in line with the
increased cell volume, total protein content and cellular res-
piration that occur with replicative age (Table 2). The levels of AIF
[29] and cytochrome c, both located in the intermembrane space,
were not significantly altered with cellular aging when equal
amounts of cellular protein were loaded for Western blotting.
Similarly, the abundance of UCP-2 [30], spanning the inner
mitochondrial membrane, was unchanged when loading equal
protein concentrations, whereas normalization to cell number
revealed the approx. 2-fold increase in signal that was observed for
all mitochondrial components (Figure 3A). These results indicate

Table 2 Cell volume and protein content of young and senescent fibroblasts

Values are expressed as means + S.D. for six parallel experiments, except for the cell volume
of proliferating and senescent cells (12 experiments).

Fibroblasts Cell volume (pl/cell) Protein (mg/108 cells)
PDL 20 proliferating (12 experiments) 2.58+0.30 3.56+0.51

PDL 20 arrested (six experiments) 215+0.22 3.934+0.69

PDL 50 senescent (12 experiments) 9.91+0.93*F 7.40+0.69* 1

* P < 0.01, with respect to young proliferating cells.
+ P <0.01, for density-arrested controls.

that the mitochondrial content increased in senescent cells as a
function of cell size, whereas mitochondrial density remained
constant, supporting the results obtained from enzymic assays.

© 2004 Biochemical Society
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Figure 4 Coupling state of oxidative phosphorylation in human fibroblasts

The relation between uncoupled and oligomycin-inhibited respirations is shown; respiratory
parameters were normalized by CS activity; O, proliferating fibroblasts (n = 12); @, density-
arrested fibroblasts (n = 5); A, senescent fibroblasts (7 = 12); thick solid lines represent linear
regressions. Confidence intervals are shaded for the regressions forced through the origin.

This conclusion was further confirmed by fluorescence staining
of mitochondria with MitoTracker® Red (Figure 3B) and by
transmission electron microscopy (E. Hutter, W. Salvenmoser,
R. Rieger, P. Jansen-Durr, unpublished work). Taken together, our
results demonstrate that the increased mitochondrial respiration
in senescent fibroblasts was due to an increase in mitochondrial
content. As described previously [31], cyclin D1 was down-
regulated in density-arrested human fibroblasts, whereas it was
up-regulated in senescent fibroblasts (Figure 3A).

LDH activity and LDH/CS ratio

Although mitochondrial density was largely maintained in old
fibroblasts, it is known that in senescent cells a reprogramming of
the carbohydrate metabolism occurs. This results in imbalances
of the glycolytic apparatus, e.g. a strong up-regulation of LDH
activity [16]. In the present study, this was confirmed in terms of an
increased LDH/CS ratio in senescent cells compared with young
cells (Table 1). Growth arrest was ruled out as a trigger for this
shift in glycolytic/oxidative enzyme ratio, since the LDH/CS ratio
was even lower in density-arrested young cells when compared
with young proliferating cells (Table 1).

Respiratory control and coupling

To study further age-associated changes in mitochondrial func-
tion, mitochondrial coupling states were analysed. Respiratory
control ratios were determined from titrations with the ATP
synthase inhibitor oligomycin and the uncoupler FCCP. These
ratios yield important information on the control of electron flux
through the respiratory chain by the ATP synthase. Importantly,
oligomycin-inhibited respiration, as normalized to CS, was
significantly increased in senescent cells when compared with
controls (Figure 2D). Uncoupled respiration, as normalized to CS,
increased linearly as a function of oligomycin-inhibited respirat-
ory rates, as normalized to CS, but with non-identical slopes in
the different experimental groups (Figure 4). These slopes ref-
lect the ratio of uncoupled respiration to oligomycin-inhibited
respiration (respiratory control ratio, referred to as js,4,), Which
was significantly decreased in senescent cells (Table 3). In
conjunction with the constant respiratory capacity (per CS),
this indicates partial uncoupling in senescent fibroblasts. The
ratio of uncoupled respiration to routine respiration (uncoupling

© 2004 Biochemical Society

Table 3 Respiratory control ratio (js,4) and index of respiration coupled
with ATP production (jg_40)/3u)

R, routine respiration; 4o, oligomycin-inhibited respiration; 3u, uncoupled respiration. To
calculate the proportion of phosphorylation-related respiration (j—a0)3,), We normalized
the difference between routine and oligomycin-inhibited respirations (R — 40) with total
mitochondrial capacity (3u).

Fibroblasts Jausto JR—t0)3u

PDL 20 proliferating (12 experiments) 51408 0.19+0.01
PDL 20 arrested (five experiments) 10.7+1.0 0.1740.02
PDL 50 senescent (12 experiments) 39407 0.19+0.05

* P < 0.01, with respect to young proliferating cells.
+ P < 0.01, for density-arrested controls.

control ratio, referred to as js,x) Was also significantly decreased
in senescent cells. The j;, & in proliferating fibroblasts was
258 £0.21 (n=12); in young density-arrested fibroblasts, it
increased to 3.72+0.15 (n=15), whereas in senescent cells the
Jjaur decreased to 2.21 +0.23 (n= 12).

Partial uncoupling may lead to a diminished oxidative ATP
production or to a compensatory increase in electron transport. To
distinguish between these alternatives, we subtracted oligomycin-
inhibited respiration from routine respiration (R —4o0), which
allowed us to determine the part of respiratory activity coupled
with ATP production. Despite substantial differences in the js, 40,
ranging from 4 to 11 in the different experimental groups,
a fixed proportion of respiratory capacity was maintained for
coupled oxidative phosphorylation in all the experimental groups
(Table 3). This finding indicates that the senescent cells fully
compensate for increased proton leakage by enhanced electron
transport activity in the routine state.

Senescence-associated changes in mitochondrial
membrane potential

The decreased js, 4, Observed in senescent cells may be due
to partial uncoupling of the respiratory chain in all cells or,
alternatively, it could result from stronger respiratory uncoupling
in a subpopulation of cells, whereas respiratory function would be
well preserved in a majority of the cell population. To discriminate
between these possibilities, we analysed heterogeneity of mito-
chondrial membrane potential at the single cell level. Cells
were permeabilized, stained by JC-1, a potentiometric dye that
is suitable for detecting changes in mitochondrial membrane
potential (see [32] for a review), and imaged by confocal
microscopy. As shown by propidium iodide staining, 20 pg/ml
digitonin fully permeabilized the plasma membrane without
affecting mitochondrial integrity [25], whereas no propidium
iodide uptake was observed in cells without digitonin treatment
(Figure 5A). Figure 5(B) shows representative confocal images
of cells stained with JC-1. The shift from red to green after
the addition of FCCP reflects the specific response of JC-1
to the dissipation of mitochondrial membrane potential by
uncoupling. Mitochondria of young proliferating and density-
arrested controls exhibited bright red fluorescence in the absence
of FCCP, corresponding to highly energized mitochondria in the
coupled state. Most of the senescent cells exhibited predominantly
bright red fluorescence. A subpopulation of senescent fibroblasts,
however, displayed patches of green fluorescence, which was
absent from other senescent cells and in all control cells. This
distinct green fluorescence in old cells reflects a subpopulation
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Figure 5 Analysis of mitochondrial membrane potential in young and old fibroblasts

Cells were permeabilized with 20 w.g/ml digitonin. Young fibroblasts [20 PDL, proliferating (proliferat.) or density-arrested]; senescent fibroblasts (50 PDL). (A) Nuclear staining with propidium
iodide, used as control for full permeabilization of the plasma membrane; — Dig, unpermeabilized cells in MiR05; + Dig, cells permeabilized with digitonin in MiR05. (B) Mitochondrial staining of
permeabilized cells with JC-1 (0.5 g/ml final concentration). Where indicated, FCCP was added to the cells at a final concentration of 20 M.

of mitochondria with a lower membrane potential, supporting
the conclusions drawn from the respirometric measurements on
a partial decrease in the coupling state. Importantly, de-energized
mitochondria did not appear before the cells were > 95 % positive
for B-galactosidase (results not shown).

Taken together, these results demonstrate that mitochondrial
respiratory capacity was not impaired in senescent fibroblasts.
Partial uncoupling of oxidative phosphorylation, however, occurr-
ed in a subpopulation of senescent cells, which was compensated
by an activation of routine respiration relative to respiratory
capacity.

DISCUSSION

Study of mitochondrial respiratory parameters provides an im-
portant tool to understand mitochondrial physiology and the
potential role of mitochondrial pathologies in cellular aging pro-
cesses. To answer the question whether mitochondrial defects
contribute to the phenotype of cellular senescence, we analysed
the specific mitochondrial respiratory functions of young and
senescent fibroblasts. To distinguish between age-related and cell-
cycle arrest-related effects, we used young cell-cycle-arrested
fibroblasts as an additional control group for this model of
senescence. Importantly, significant differences in mitochondrial
respiratory control were found between proliferating and non-
proliferating young fibroblasts, which underscores this consider-

ation of the appropriate control group. Respirometry was per-
formed in cell-culture medium, with all external substrates
necessary for growth and energy metabolism, without permeabil-
ization of cells. In this respect, our studies allow us to integrate reg-
ulatory events by which cytoplasmic and nuclear factors influence
mitochondrial function, and hence differ from respiratory analyses
on isolated mitochondria.

Our results indicate partial uncoupling of mitochondrial respir-
ation in senescent fibroblasts with respect to both the control
groups, suggesting that a functional deterioration of mitochondria
occurs with cellular aging. In the following sections, we will
discuss the consequences of our findings with respect to cel-
lular energy production and the maintenance of mitochondrial
membrane potential and consider possible effects on ROS pro-
duction and the cellular redox state.

Partial uncoupling and oxidative phosphorylation in young
and senescent cells

The ratio of uncoupled respiration to routine respiration (un-
coupling control ratio j;,x) in proliferating fibroblasts was 2.6,
similar to the j;,/r in other cell types (2.5-3.5 in human umbilical-
vein endothelial cells [27]; 2.5-2.7 in transformed endothelial
cells [33,34]; and 2.5 in leukaemia cells [26]). This indicates
a high respiratory reserve capacity, since uncoupled respiration
is 2.5-3 times higher compared with the respiratory activity
observed under physiological conditions in these cultured cells.

© 2004 Biochemical Society
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In density-arrested young fibroblasts, j;,x Wwas increased to
3.7, which was significantly higher than the j;,x obtained in
young proliferating cells. Since the respiratory capacity remained
unchanged, this may be caused by down-regulation of the proton
leakage (or slip) in non-growing cells. Alternatively, a decreased
oxidative ATP demand in non-growing cells would result in a
higher j,, &, reflecting a metabolic state where routine respiration
utilizes an even lower proportion of maximum capacity (see
[35] for a review). A distinction between down-regulation of
mitochondrial activity by either tighter coupling or by reduced
ATP demand is possible on the basis of the respiratory control ratio
(the ratio of uncoupled respiration to state 4o respiration Js, s, ).
In the oligomycin-inhibited state 40, proton backflow through the
ATP synthase is inhibited, the mitochondrial membrane potential
is increased by proton pumping and steady-state respiration
compensates for proton leakage. In growing fibroblasts, js,4, wWas
5.1 and increased to 10.7 in non-growing young cells, clearly
indicating a tighter coupling in arrested cells. In comparison,
the j3,4, of senescent (non-growing) cells was as low as 3.9.
Since cell-cycle arrest exerted a significant effect on respiratory
coupling in young cells, the non-proliferating state represents the
relevant control group for evaluation of aging-related respiratory
changes. The largest difference in coupling states was observed
between this control group and senescent cells, thus excluding
cell-cycle effects as a cause for partial uncoupling in aged
fibroblasts. In addition, this decrease in the respiratory control
ratio was significant with respect to the proliferating control group
(Table 3). Others have reported that mitochondrial respiratory
function does not change with the passaging of human diploid
fibroblasts [36]. In those studies, however, no systematic analysis
of the coupling state was performed. Moreover, truly senescent
fibroblasts (i.e. cells at the end of their replicative lifespan) were
not analysed in [36].

To address the question whether partial uncoupling diminished
oxidative phosphorylation or was compensated by respiratory
control mechanisms, we analysed phosphorylation-related res-
piration and found that a constant rate of oxidative phos-
phorylation is maintained, as described in Table 3. In all the
experimental groups, approx. 18 % of respiratory capacity was
under adenylate control under routine respiratory conditions,
thus indicating compensation for partial uncoupling by increased
routine respiration and excluding increased mitochondrial ATP
production in senescent versus young fibroblasts. Despite the
fact that senescent cells contain high AMP levels [16,37],
oxidative phosphorylation was not increased in these cells.
Since the uncoupler-stimulated respiratory capacity (per CS)
was comparable in young and senescent cells, substrate supply
and mitochondrial electron transport are excluded as potentially
limiting factors. We previously found an impairment of aerobic
glycolysis in senescent cells, which contributes to the observed
decrease in the ATP/AMP ratio [16]. In this respect, it is surprising
that the increased levels of AMP do not induce respiratory
activity, despite the excess capacity of the electron-transport
system. Others have observed age-associated oxidative damage
of adenine nucleotide translocase [38]. In line with this enzyme-
specific ROS-induced defect, our experiments do not exclude the
possibility that AMP-dependent activation of respiration is limited
by the phosphorylation system (adenylate and phosphate transport
systems, ATP synthase) in senescent cells. In this context, up-
regulation of the adenylate kinase in senescent fibroblasts [16]
may be interpreted as an adaptive mechanism triggered by a defect
in the phosphorylation system.

Mitochondrial uncoupling can arise from oxidative damage
of the mitochondrial membrane as induced by increased ROS
concentrations [34]. In fact, both partial uncoupling (see above)
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and enhanced oxidative stress were observed in senescent human
fibroblasts: senescent cells display strongly enhanced staining
with dihydrorhodamine 123 (E. Hutter, H. Unterluggauer, P.
Stockl and P. Jansen-Durr, unpublished work), which is taken as an
indication of increased ROS levels, together with a higher extent of
oxidatively damaged proteins, detected as carbonylated proteins
(E. Hutter, H. Unterluggauer, P. Stockl and P. Jansen-Durr,
unpublished work). In addition to activation of the permeability
transition pore (see [39]), as shown in mitochondria from various
tissues of aging mice [40,41], unspecific leakage of protons
could occur in mitochondria of senescent fibroblasts due to
increased ROS levels. In this respect, it is interesting to note that
gross ultrastructural defects in mitochondria were not observed
in senescent cells [42,43], which is in agreement with our
own electron microscopic studies (E. Hutter, W. Salvenmoser,
R. Rieger and P. Jansen-Durr, unpublished work). Although this
observation does not exclude that functional damage to mitochon-
drial membranes occurs in senescent cells, other mechanisms may
also contribute to respiratory uncoupling.

UCPs shortcut electron flux through mitochondrial membranes;
apart from the tissue-specific members of the UCP family, namely
UCP-1 and -3, a third family member, UCP-2, is more broadly
expressed (see [44] for a review). We show in the present study
that diploid human fibroblasts also expressed UCP-2 and the
relative abundance of UCP-2 was not increased in senescent cells
(Figure 3A). UCP-2 is known to be activated by ROS [45] and
the increased abundance of ROS that is detected in senescent
cells could contribute to the decreased coupling state observed
in senescent fibroblasts. However, more work will be required to
assess the functional status of UCP-2 in senescent cells.

Senescence-associated changes in mitochondrial
membrane potential

Mitochondrial membrane potential is frequently studied with the
use of potentiometric fluorescent dyes, although this method
has some intrinsic problems if used inappropriately [23]. In the
present study, we developed a method for JC-1 staining in per-
meabilized cells to rule out influences of the plasma membrane
on dye uptake (cf. [24] for a similar staining method). This
approach revealed a subpopulation of senescent cells with de-
energized mitochondria, in agreement with the partial uncoupling
revealed by high-resolution respirometry. The appearance of cells
with de-energized mitochondria was not a sudden event, but
such cells accumulated steadily towards the end of the rep-
licative lifespan. This suggests that mitochondria with impaired
respiratory function accumulate in the postmitotic state. This
is in contrast with the work of Goldstein and Korczack [46],
who reported a general decrease in mitochondrial membrane
potential in pre-senescent human fibroblasts. However, Goldstein
and Korczack [46] deduced the mitochondrial membrane potential
from experiments applying the fluorescent dye rhodamine 123,
which may not be a reliable probe to assess mitochondrial
membrane potential [47]. In other studies using rhodamine 123,
it was concluded that senescent fibroblasts maintain a higher
mitochondrial transmembrane potential compared with young
cells [48,49], clearly contradicting the results reported here.

Conclusion

Substantial evidence in the literature suggests that organismic
aging is correlated with increasing damage to mitochondria [12]
and decay of mitochondrial function has been invoked as a major
determinant of aging [11]. The mitochondrial theory of aging
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predicts that, over the lifespan of an organism, increasing damage
(predominantly oxidative damage) occurs in the mitochondrial
genome and/or mitochondrial proteins, and ROS (predominantly
superoxide) are produced in the mitochondria (either chronically
during normal mitochondrial function or increased production as a
result of mitochondrial damage). Although this is a very attractive
hypothesis, the theory has been difficult to prove due to the lack
of appropriate experimental systems. In particular, the molecular
mechanisms underlying ROS production and the essential cellular
targets of ROS have remained elusive. Moreover, the molecular
nature of the damage underlying mitochondrial dysfunction in
aging tissue is unclear at present. The findings reported here
suggest the appearance of cells with uncoupled mitochondria
as a key property of cellular aging in vitro. The differences
in the degree of coupling observed between proliferating and
growth-arrested young control groups underscore the importance
of considering cell-cycle effects. It is noteworthy that most
fibroblasts in vivo are actually found in non-proliferating states.
A very recent study of mitochondrial function in skin fibroblasts
derived from donors of different age groups suggests that
respiratory uncoupling occurs in a subpopulation of old donors
aged > 90 years [50], similar to the findings reported here for
senescent fibroblasts. Moreover, Greco et al. [50] identified that
in that subgroup of very old donors, the decreased respiratory
coupling of mitochondria is compensated by an increase in routine
respiration, similar to the findings reported here for senescent
fibroblasts. These results suggest that at least some of our findings
with senescent fibroblasts reflect changes that are observed also
during aging in vivo; hence, it can be expected that further studies
with the experimental approach described here will contribute to
a better understanding of the role of mitochondria in skin aging.

This work was supported by the Austrian Science Foundation (FWF project no. 16213-
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